. Endogenous hSpindly KT localization during mitosis in HeLa cells and expression of hSpindly mutant library using western blot analysis. (A) HeLa cells were stained with anti-hSpindly antibody, CREST antisera to immunostain centromeres (ACA), and DAPI to stain DNA. hSpindly localizes to the kinetochores at prophase and prometaphase and at spindle poles in metaphase. Bar, Immunoblots showing the expression of GFP-hSpindly and GFP-hCENP-F fusion proteins transfected into HEK293 cells. GFP fusion proteins were labeled with IR800-conjugated rabbit anti-GFP antibody. Molecular mass markers detected in the same channel are shown on each blot (masses indicated in kD). All hSpindly and CENP-F mutant constructs expressed at the expected size. Video 2. Mitotic timing of HeLa cells expressing GFP tubulin (green) and mCherry H2B (red) treated with 10 µM of FTI L-744832 for 24 h. Time-lapse was performed using spinning disk confocal microscope (Axiovert 200M; Carl Zeiss) with a 40× objective. Images were captured using 100-ms exposure time for GFP and Cy3 every 5 min for 18 h. Representative video shows 18-h duration imaging. Bar, 24 µm.
